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AB Methods for treating a bone tumor, in particular pain assocd. with bone 

tumor, by administration to a patient of a therapeutically effective amt . 
of an agent are disclosed. The agent may include a clostridial neurotoxin 
component attached to a targeting moiety, wherein the targeting moiety is 
selected from the group consisting of transmission compds . which can be 
released from neurons upon the transmission of pain signals by the 
neurons, and compds. substantially similar to the transmission compds. 
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AB Agents for treating pain, methods for producing the agents and methods for 
treating pain by administration to a patient of a therapeutically 
effective amt. of the agent are disclosed. The agent can include a 
clostridial neurotoxin, or a component or fragment or deriv. thereof, 
attached to a ***targeting*** ***moiety*** , wherein the 

***targeting*** ***moiety*** is selected from a group consisting of 

transmission compds. which can be released from neurons upon the 
transmission of pain signals by the neurons, and compds. substantially 
similar to the transmission compds. The agent comprises a 

***botulinum*** ***toxin*** component covalently coupled to 

substance P. 
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AB A method of treatment of disease by inhibition of cellular secretory 
processes is provided. The method has particular application in the 
treatment of diseases dependent on the exocytotic activity of endocrine 
cells, exocrine cells, inflammatory cells, cells of the immune system, 
cells of the cardiovascular system, and bone cells. Agents and compns . 
therefor, as well as methods for manufg. these agents and compns., are 
provided. In a preferred embodiment a clostridial neurotoxin, 
substantially devoid of holotoxin binding affinity for neuronal cells of 
the presynaptic muscular junction, is assocd. with a ***targeting*** 

***moiety*** . The * **targeting*** ***moiety*** is selected such 

that the ***clostridial*** ***toxin*** conjugate so formed may be 

directed to a non-neuronal target cell to which the conjugate may bind. 
Following binding, a neurotoxin component of the conjugate, which is 
capable of inhibition of cellular secretion, passes into the cytosol of 
the target cell by cellular internalization mechanisms. Thereafter, 
inhibition of secretion from the target cell is effected. 
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Identification of novel small molecule ligands that bind to 
tetanus toxin. 

Lightstone F C; Prieto M C; Singh A K; Piqueras M C; 
Whittal R M; Knapp M S; Balhorn R; Roe D C 
Biology and Biotechnology Research Program, Lawrence 
Livermore National Laboratory, Livermore, California 94550, 
USA. 

RR01614 (NCRR) 
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Last Updated on STN: 20000720 
Entered Medline: 20000711 
Tetanus toxin belongs to a family of clostridial protein neurotoxins for 
which there are no known antidotes. Another closely related member of this 
family, ***botulinum*** ***toxin*** , is being used with increasing 

frequency by physicians to treat severe muscle disorders. 

***Botulinum*** ***toxin*** has also been produced in large 

quantities by terrorists for use as a biological weapon. To identify small 
molecule ligands that might bind to the ***targeting*** ***domain*** 
of tetanus and ***botulinum*** ***toxins*** and to facilitate the 

design of inhibitors and new reagents for their detection, molecular 
docking calculations were used to screen a large database of compounds for 
their potential to bind to the C fragment of tetanus toxin. Eleven of the 
predicted ligands were assayed by electrospray ionization mass 
spectrometry (ESI-MS) for binding to the tetanus toxin C fragment, and 
five ligands (45%) were found to bind to the protein. One of these 
compounds, doxorubicin, was observed to have strong hydrophobic 
interactions with the C fragment. To check the ligands for their ability 
to compete with ganglioside binding, each was also tested using a GTlb 
liposome assay. Doxorubicin was the only ligand found to competitively 
bind the tetanus toxin C fragment with an appreciable binding constant 
(9.4 microM) . 



AUTHOR 



CORPORATE SOURCE: 



CONTRACT NUMBER 
SOURCE : 

PUB. COUNTRY: 
DOCUMENT TYPE: 
LANGUAGE : 
FILE SEGMENT: 
ENTRY MONTH: 
ENTRY DATE: 



AB 



-> d his 



(FILE ' HOME ■ ENTERED AT 09:05:35 ON 17 NOV 2002) 

FILE 'MEDLINE, CAPLUS , BIOSIS, EMBASE, SCISEARCH, AGRICOLA ' ENTERED AT 

09:06:01 ON 17 NOV 2002 
LI 18424 S (BOTULINUM TOXIN) OR (BUTYRICUM TOXIN) OR (TETANI TOXIN) OR ( 

L2 4 92 79 S GNRH 

L3 4813 S GNRH RECEPTOR 

L4 2 83 6 S (TARGET? MOIETY) OR (TARGET? DOMAIN) OR (TARGET? COMPONENT) 

L5 0 S LI (P) L2 

L6 0 S LI (P) L3 

L7 8 S LI (P) L4 

L8 4 DUPLICATE REMOVE L7 (4 DUPLICATES REMOVED) 

=> s light chain 

L9 88206 LIGHT CHAIN 

-> s (translocat? domain) or (translocat? component) 

L10 673 (TRANSLOCAT? DOMAIN) OR (TRANSLOCAT? COMPONENT) 

=> S 19 (p) 110 (p) 14 

Lll 0 L9 (P) L10 (P) L4 

=> S 19 (p) 14 

L12 9 L9 (P) L4 

=> S 112 (p) 11 

L13 0 L12 (P) LI 

=> duplicate remove 112 

DUPLICATE PREFERENCE IS 'MEDLINE, CAPLUS, BIOSIS, EMBASE, SCISEARCH' 
KEEP DUPLICATES FROM MORE THAN ONE FILE? Y/ (N) :n 
PROCESSING COMPLETED FOR L12 

L14 5 DUPLICATE REMOVE L12 (4 DUPLICATES REMOVED) 

=> s 114 not 18 

L15 5 L14 NOT L8 

d 115 1-5 ibib abs 



L15 ANSWER 1 OF 
ACCESSION NUMBER: 
DOCUMENT NUMBER: 
TITLE : 

AUTHOR : 

CORPORATE SOURCE: 



CONTRACT NUMBER: 

GM20206 (NIGMS) 



MEDLINE 
2 00213 6343 MEDLINE 
21840684 PubMed ID: 11851407 
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Priority Journals 
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Last Updated on STN: 20020403 
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Amide hydrogen exchange has been used to examine the structural dynamics 
and energetics of the interaction of a peptide corresponding to the 
calmodulin-binding domain of smooth muscle myosin ***light*** 

***chain*** kinase (smMLCKp) with calcium-saturated calmodulin. 
Heteronuclear NMR (15)N-(1)H correlation spectroscopy was used to quantify 
amide proton exchange rates of the uniformly (15 ) N- labeled domain bound to 
calmodulin. A key feature of a proposed model for molecular recognition by 
calmodulin [Ehrhardt et al . (1995) Biochemistry 34, 2731-2738] is tested 
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DOCUMENT TYPE 
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ENTRY MONTH: 
ENTRY DATE: 



AB 



by examination of the dependence of amide hydrogen exchangeon applied 
hydrostatic pressure. Hyd^^^n exchange rates and correspoi^Mg protection 
factors (l/K(op)) for ind^^dual amide protons of the boundWmMLCKp domain 
span 5 orders of magnitude at ambient pressure. Individual protection 
factors decrease significantly in a linear fashion with increasing 
hydrostatic pressure. A common pressure dependence is revealed by a 
constant large negative volume change across the residues comprising the 
core of the bound helical domain. The pattern of protection factors and 
their response to hydrostatic pressure is consistent with a structural 
reorganization that results in the concerted disruption of ion pairs 
between calmodulin and the bound domain. These observations reinforce a 
model for the molecular recognition pathway where formation of the initial 
encounter complex is followed by helix-coil transitions in the bound state 
and subsequent concerted formation of the extensive ion pair network 
defining the intermolecular contact surface between CaM and the 

***target*** ***domain*** in the final, compact complex structure. 
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AB The invention provides a method for making fusion proteins which involves 
having a ***target*** ***moiety*** , such as an Ig subunit, fused 

to a second member, such as a multimeric enzyme. The ***targeting*** 

***moiety*** (Ig) and second member (enzyme) of the fusion protein are 
chosen such that the fusion protein assemblies into a complex having the 
no. of subunits which optimizes the activity of the multimeric form of the 
enzyme. The invention relates that the Ig subunit is modified. The 
invention specifically provides for the methods used for fusing an 
ant i- care inoembryonic antigen human Ig ***light*** ***chain*** to 

a human Ig heavy chain- .beta . -glucuronidase fusion protein. The Ig heavy 
chain- .beta . -glucuronidase assemblies with the Ig ***light*** 

***chain*** to produce a functional complex with . beta . -glucuronidase 
activity. The invention also provides DNA constructs (plasmids) used in 
transforming mammals for prodn. of said fusion proteins which include: (1) 
a single DNA construct contg. sequences encoding both the Ig ***light*** 
***chain*** and Ig heavy chain- . beta . -glucuronidase fusion protein; (2) 
DNA construct contg. sequences encoding the Ig ***light*** 

***chain*** ; and (3) DNA construct contg. sequences encoding the Ig 
heavy chain- .beta . -glucuronidase fusion protein. The invention further 
provides that the fusion protein can be produced in milk of transgenic 
mammals, if the DNA construct used to transform said mammal contains: (1) 
an insulator sequence (control element); (2) a signal sequence (either 



from Ig or .beta, casein) ^^nd (3) promoter and 3 ' -untransl^ed sequences 
from the .beta, casein ge^B In the example section, the :|^«ntion 

described in detail the materials and methods used in prodn^of said DNA 
constructs and fusion protein, and characterized transgenic mice 
transformed with said DNA constructs. The invention also provided the DNA 
and amino acid sequences of the ant i- care inoembryonic antigen light and 
heavy Ig chains, and sequence changes due to modifications. 
REFERENCE COUNT: 4 THERE ARE 4 CITED REFERENCES AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 
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AB A method for inactivating target cells in the presence of T cells by 

bringing the two types of cells in contact with a superantigen (SAg) in 
the presence of an immune modulator, characterized in that at least one of 
the superantigen and the immune modulator is in the form of a conjugate 
between a "free" superantigen (SAg) and a moiety targeting the conjugate 
to the target cells. A superantigen conjugate complying with the formula 
(I): (T)x(SAg)y (IM) z; (a) T is a targeting moiety, SAg corresponds to a 
free superantigen, IM is an immune modulator that is not a superantigen 
and T, SAg and IM are linked together via org. linkers B; (b) x, y and z 
are integers that typically are selected among 0-10 and represent the no. 
of moieties T, SAg and IM, resp., in a given conjugate mol . , with the 
provision that y > 0 and also one or both of x and z > 0. The 
superantigen conjugate is preferably a triple fusion protein. A targeted 
immune modulator, characterized in that it is a conjugate between a 
targeting moiety (T 1 ' ' ) and a modified immune modulator (IM* 1 ') . The 
conjugate complies with a formula analogous to formula (I) except for the 
imperative presence of the modified immune modulator. A superantigen 
moiety may be present . A DNA mol . encoding a superantigen and an immune 
modulator. Thus, triple fusion proteins contg. CD80 or interleukin 2, 
anti-C215 antigen Fab, and Staphylococcal enterotoxin A were prepd. and 
used for tumor therapy. 
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AB A method of limiting prodrug activation to a specific cell type by 

targetting prodrug activating enzymes to that cell type as fusion proteins 
with cell-specific ligands is described. The cell-specific ligand may be 
an antibody, e.g. to a disease marker. Alternatively, the gene for the 
protein may be placed under control of a promoter that is only functional 
in the disease, e.g. a tumor marker gene. Chimeric genes for fusion 
proteins of carboxypeptidase G2 (CPG2) and heavy and light chains of 
antibodies to carcinoembryonic antigen were constructed by std. methods. 
The fusion protein manufd. in animal cells dimerized through the 
dimerization domain of CPG2 . The fusion protein was able to activate the 
prodrug PGP to the cytotoxic 4 - [N,N-Bis (2 -chloroethyl) amino] phenol . 
HCT116 cells transformed with the gene for this protein had an IC50 for 
PGP of 2 00 .mu.M compared to 1 .mu.M for the activated drug. 
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AB The novel immuno toxins comprise a c-erbB-2 ***targeting*** 

***moiety*** (e.g., a segment, a ***light*** ***chain*** , or a 

heavy chain of an antibody to c-erbB-2) and a cell growth modulator (e.g., 
a plant toxin such as gelonin) . The immunotoxins kill neoplastic cells 
overexpressing c-erbB-2 protein and therefore are useful for treating 
mammary., human ovarian, lung, and gastric carcinomas; salivary gland and 
colon adenocarcinomas; and bone marrow leukemia. Thus, gelonin was 
purified from seeds of Gelonium multif lorum, and mouse monoclonal antibody 
to c-erbB-2 was prepd. SPDP-modif ied monoclonal antibody was conjugated 
with 2-iminothiolane-modif ied gelonin. The cytotoxicity of the 
antibody-gelonin conjugates was demonstrated on human breast 
adenocarcinoma cells . 
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